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Filed : February 7, 2001 

Title : LAC SHUTTLE VECTORS 

BOX SEQUENCE 

Commissioner for Patents 
Washington, D-C. 20231 

rnrm sF T n wvnrF TO COMPLY HREMENTS 
mi icTleotide anh/or AMINO A™ SEQUENCES 
Inresponse to the commumcation datedMay 10,2001 (copy closed), applicant, submit 
her^ith.SequenceL^ * 

statement under 37 CFR §1.82 1(f)- 

AppUcants respectfully request entry of the paper copy and computer readable copy of 
tie Sequence Listing filed herewith for the instant application. Please insert the Sequence 
Listing following the Oath/Declaration. Furthermore, applicant requests enuy of the followmg 

amendments. 

In the specification : 

Replace the paragraph beginning at page 4, line 21 , with the following rewritten 
^Z lG . 4 is a diagram showing the constructs of the pCLP7 and P CLP8. Nucleotides 687 



to 735 



( f SEQ ID NO:l and nucleotides 736 to 784 ofSEQ IDW>:1 arc shown below.- 



CERT1F1CATE OF MAILING BY FIRST CLASS MAIL 

I hrrebv certify urtdiT 37 CFR *l.S(ft) lh* ^ correspondent is i being 
&TO?3^ SldL Fiscal Sen*. M ****** 
XL ^ on da* itulic^ bdow ^ „ addressed » Ui. 
CommUskmcr torPsials, Washington, D.C.20231. 



CT tor rwnn* t»h3m—o»"-i 

y lr> to/ 
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Replace the paragraph beginning at page 14, line 19, with the following rewntten 
paragraph: 

-The P-galactosidase gene was amplified from chromosomal DNA of Lactobacillus 
^^^^ 

consisted of 0.075 units ?f» T«rbo™ DNA polymerase (STTIATAG^^U^CA), 1 uM 
e achof & rward(5'-aag^^^ 

primers (5'-gacctcatgaACCGTCGCTAGCG ACACGCC-3 , -^^^^^j^^ vas 
out in 4 stages: (i) 95*C for 5 min; (ii) 94*C for 30 sec, 54T for 30 sec, 72'C for 3 min, x 30 
cycles; (iii) 72'C for 10 min; and (iv) hold at 4'C. The amplified DNA product was csumated 
by 0 8% agarose electrophoresis and ethidium bromide stain, followed with purification by 
GENECLEAN ffl kit (Bio 101, La Jolla, CA). The purified 3 kb P-galactosidase DNA fragment 
wa sligatedi n to£c 0 iiK S iteofpcD>JA3 vector (INV1TROGENE). The ligation mixture was 
transformed into E. coli strain DHSa. The blue-color clones containing the plasmid bearing 
p-galactosidase gene were selected from X-gal/Amp LB agar plate.-- 

Replace the paragraph beginning at page 15, line 12, with the following rewritten 



-The plasmid pVA83 8 obtained from CCRC (Hsinchu, Taiwan) was used as template for 
cloning of (EmT>) DNA fragment viaPCR. The PCR amplication consisted of 0.075 units Pfu 
Turbo™ DNA polymerase (STRATAGENE®), 1 uM eacli^rward(V- 
TTAACGATCGmGAAGCAMCTTAAGAGTG-3'(^ro^>l reverse pnmers (5'- 

nAACGATCGATGTAATCACTCCrrCT-3ifSgQ^0^5R ™* «* m 4 
stages: (i) 9S°C for 5 min; (ii) 94°C for 30 sec, 50°C for 30 sec, 72'C for 30 sec. x 30 cycles; 
(iii) 72'C for 10 min; and (iv) hold at 4»C. The amplified DNA product was estimated by 1% 
agarose electrophoresis and ethidium bromide stain, followed with purification by 
phenol/chloroform extraction and ethanol precipitation. The purified 120 bp Em'P DNA 
fragment was ligated into the pCRII vector (INVITROGENE). These clones bearing the 
pCRIl/EnVP plasmid were selected from X-gal/Amp LB agar plate as white colonies and further 
checked by PCR and restriction enzyme analysis.- 
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Remarks 



Applicants hereby submit that the enclosures fulfill the requirements under 37 C.FJL 
§1 821-1 825. The amendments in the specification merely insert the paper copy of the 
Sequence Listing and sequence identifiers m the specification. 1 hereby state, as required by 37 
C F R §1 821(g) mat the enclosed submission includes no new matter. 

' Attached hereto is a marked-up version of the changes made to the specification by the 

current amendment. 

Please apply any charges or credits to Deposit Account No. 06-1050. 

Respectfully submitted, 



.No. 34,053 



Fish & Richardson P.C 
225 Franklin Street 
Boston, MA 02110-2804 
Telephone: (617)542-5070 
Facsimile: (617) 542-8906 



20286508.doc 
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"Version With Markings to Show Changes Made" 



In the specification: 

Paragraph beginning at page 4, line 21, has been amended as follows: 

FIG. 4 is a diagram showing the constructs of the pCLP7 and pCLPS. Nucleotides 687 to 
-ns of SEP ID NCH *nrt nucleotides 73 * tn 784 of SEP ID NQ:1 are shown below. 

Paragraph beginning at page Inline 19, has been amended as follows: 

The p-galactosidase gene was amplified from chromosomal DNA of Lactobacillus 
delbruecto (subsp. bulgaricus) by polymerase chain reaction (PCR). The PCR amplification 
consisted of 0.075 units ?ju Turbo™ DNA polymerase (STRATAGENE®, La Jolla, CA), 1 uM 
eac hofforward(^aagctc*^^^ 

primers (S^gacctcatgaACCGT^^ PC * ^ 

out in 4 stages: (i) 95*C for 5 min; Qi) 94°C for 30 sec, 54°C for 30 sec, 72°C for 3 min, x 30 
cycles; (iii) 72'C for 10 min; and (iv) hold at 4"C The amplified DNA product was estimated 
by 0.8% agarose electrophoresis and ethidium bromide stain, followed with purification by 
GENECLEAN in kit (Bio 10 1 , La Jolla, CA). The punfied 3 kb B-galactosidase DNA fragment 
was ligated into EcoRVste of P cDNA3 vector (INVITRGGENE). The ligation mixture was 
transformed into K coH Strain DH5cx. The bhie-color clones containing the plasmid bearing 
p-galactosidase gene were selected from X-gal/Amp LB agar plate. 

Paragraph beginning at page 15, line 12, has been amended as follows: 

The plasmid pV A83 8 obtained from CCRC (Hsinchu, Taiwan) was used as template for 
daring of (Em'P) DNA fragment via PCR. The PCR amplification consisted of 0.075 units Pfu 
Turbo™ DNA polymerase (STRATAGENE®), 1 uM each of forward (5'- 
TrAACGATCGTTAGAAGCAAACTTAAGAGTG-3'iSE5JDNPj5) and reverse primers (5>- 
TTAACGATCGATGTAATCACTCCTTCT-3'iSE^IDNO^). PCR was carried out in 4 
stages: (i) 95>C for 5 min; (ii) 94*C for 30 sec, 50°C for 30 sec, 72«C for 30 sec, x 30 cycles; 
(iii) 72»C for 10 min; and (iv) hold at 4°C. The amplified DNA product was estimated by 1% 
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agarose electrophoresis and ethidium bromide stain, followed with purification by 
phenol/chloroform exaction and ethanol precipitation. The purified 120 bp Em'P DNA 
fragment was ligated into the pCRJI vector (INVITROGENE). These clones bearing the 
pCWl/Em* plasmid were selected from X-gal/Amp LB agar plate as white colonies and further 
checked by PCR and restriction enzyme analysis. 
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